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Abstract:

Background:

Proteolysis constitutes a major post-translational modification. For example, proteases regulate the activation or inactivation of
various proteins, such as enzymes, growth factors, and peptide hormones. Proteases have substrate specificity, and protease
expression regulates the specific and regional activation or inactivation of several functional proteins.

Methods:

We demonstrate a novel method for determining protease specificity through the use of MALDI-TOF mass spectrometry with biotin-
labeled substrates.

Results:

This method was able to determine the specificity of TPCK-trypsin, V8 protease, elastase and cyanogen bromide cleavage, and the
results were similar to previous reports. In addition, the method can be used to measure crude samples, such as tumor extracts.
Conclusion:

We demonstrated that this method could identify protease specificity after simple processing, even for crude samples.

Keywords: Protease specificity, Mass spectrometry, Biotin-labeled peptides.

INTRODUCTION

Most proteins are activated by post-translational modifications, such as glycosylation, phosphorylation, and
proteolysis. Proteolysis is related to the regulation of protein activities, such as for endocrine peptides and growth
factors [1 - 4], protein activation (e.g., for zymogen and proenzymes), intracellular protein digestion (e.g., for lysosomes
and proteasomes) [5, 6], and digestion of dietary protein intake [7].

One method of controlling the activity of proteins is through specific protease cleavage sites. Proteases recognize
specific amino acid sequences and conformations of substrates and subsequently cleave them. Identification of this
specificity is important for understanding the function and mechanism of proteases. Recently, some proteins with
previously known functions showed novel physiological effects, for example, mitochondrial proteins and tenascin C.
The mitocryptides-1, -2 and -CYC originate from mitochondrial cytochrome c oxidase subunit VIII, cytochrome b, and
cytochrome c, respectively [8 - 10]; and these peptides contribute to the inflammatory response. The tenascin C
fragments cleaved by matrix metalloproteinases induce cartilage disruption in arthritis [11]. In addition, protease

* Address correspondence to this author at the Department of Microbiology and Molecular Cell Biology, Nihon Pharmaceutical University, 10281
Komuro, Inamachi, Kitaadachi-gun, Saitama, 362-0806, Japan; Tel: +81-48-721-1155; Fax: +81-48-721-6975; E-mail: yamamoto@nichiyaku.ac.jp

1874-091X/17 2017 Bentham Open


http://benthamopen.com
http://crossmark.crossref.org/dialog/?doi=10.2174/1874091X01711010027&domain=pdf
http://www.benthamopen.com/TOBIOCJ/
http://dx.doi.org/10.2174/1874091X01711010027
mailto:yamamoto@nichiyaku.ac.jp

28 The Open Biochemistry Journal, 2017, Volume 11 Yamamoto et al.

inhibitors, such as the Bowman-Birk and Kunitz protease inhibitors chymostatin and antipain, suppress tumor growth
[12]. Moreover, we have reported that during tumor growth and melanogenesis, some neuropeptides are released as in
precursor forms, after which proteases activate the precursor in the extracellular milieu [13 - 15]. It is not yet clear
exactly how the neuropeptides released in precursor form are activated [16 - 19]. Therefore, it is important to search for
specific proteases in tissues to clarify how precursor peptides become activated.

Protease activity is frequently measured using synthetic substrates based on protease specificity determined by
spectrometric assay (p-nitroanilide substrates, p-NA [20]) and fluorometric assays (coumarin substrates [21] and
Fluorescence Resonance Energy Transfer, FRET [22]). p-NA and coumarin substrates are useful for measuring the
“known specificity” of protease activities. In addition, FRET assays can obtain multiple types of information on
protease function, including substrate interaction and recognition. Conversely, when studying protease specificity,
spectrometric and fluorometric assays require multiple sequences and independent measurements, and even the
determination of protease specificity for one amino acid requires 20 substrates and measurements.

Due to its sensitivity, selectivity, and speed, mass spectrometry is a useful method for identifying proteins, sugars,
and nucleotides. Therefore, mass spectrometry has been previously used for many proteome and metabolome analyses.
Mass spectrometry has also played an important role in the determination of specific protease cleavage sites using
database searches of peptide libraries [23 - 26]. While these methods are powerful, their operation and analysis require
experience and time.

Here, we described a novel method to identify protease specificity using Matrix Assisted Laser Desorption /
Ionization-Time of Flight (MALDI-TOF) mass spectrometry.

MATERIAL AND METHODS

Methods

This method used a set of peptide mixtures in which each of the 20 amino acid residues was systematically
substituted at the protease cleavage site. The N-terminals of peptides were labeled with biotin, and both the non-cleaved
and cleaved peptides were purified with streptavidin-resin (Fig. 1A). To distinguish between Leu and Ile, the N-terminal
glycine spacer [-(Gly)s-] was elongated by an additional glycine residue [-(Gly),-]. These peptides, as a mixture of
substrates, were digested with samples containing proteases. The substrates were isolated from digests using the biotin-
avidin affinity method. The isolated substrates were subjected to MALDI-TOF mass spectrometry, after which the
molecular forms of cleaved fragments coincided with their theoretical molecular weights (Fig. 1B).

Peptide Synthesis

Peptides were synthesized by the Merrifield solid phase method manually with 9-fluorenylmethoxycarbonyl (fmoc)
chemistry on 4-[2,4-dimethoxyphenyl-N-(9-fluorenylmethoxycarbonyl)aminomethyl]phenoxy resin [27]. After
cleavage from resins, crude peptides were purified using an octadecyl silica (ODS) gel (SEPPAC-C18, Waters, MA).
Crude peptides were bound to the ODS gel and washed with 0.1% trifluoroacetic acid (TFA). The peptides were eluted
with 60% (v/v) acetonitrile in 0.1% TFA. The eluate was lyophilized and the purified peptide was weighed. The
molecular weights of the synthetic peptides were determined using MALDI-TOF mass spectrometry (Autoflex, Bruker
Daltonics, Germany). MALDI-TOF mass spectrometry was manually acquired in a positive reflect mode controlled by
FlexControl software (Bruker Daltonics, Germany).

Materials

N-tosyl-L-phenylalanine chloromethyl ketone (TPCK)-trypsin was purchased from Sigma—Aldrich (MO, USA).
Staphylococcus aureus V8 proteases were obtained from Roche Diagnostics (Switzerland). Elastase was purchased
from Worthington Biochemical Co. (USA). Peptide synthesis reagents were purchased from Watanabe Chemical
Industries (Japan) and Tokyo Chemical Industry (Japan). Cyanogen bromide and formic acid were purchased from
Wako Chemical (Japan).
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Fig. (1). Schematic for identifying protease specificity A: Substrate structure, where the N-terminal amine is labeled with biotin and
X indicates 20 amino acids. B: The procedure for determining protease specificity. Cleaved and non-cleaved substrates are purified
with streptavidin-beads, after which the substrates are tested by MALDI-TOF mass spectrometry. Protease specificity is determined
using the mass spectrometry results.

Animals

Male ICR mice were purchased from Japan SLC Co. Ltd (Shizuoka, Japan) and kept in SPF conditions in a
temperature- and humidity-controlled room with a 12 h—12 h light—dark cycle. Mice were fed a normal diet and water
ad libitum. All experimental protocols were approved by the Nihon Pharmaceutical University Laboratory Animal Care
Advisory Committee and were in accordance with the guidelines of the US National Institutes of Health for the care and
use of laboratory animals.

Cell Cultures

The mouse sarcoma cell line S180 was obtained from the RIKEN Bio Resource Center (Ibaraki, Japan) and cultured
in RPMI-1640 medium (Wako Pure Chemical Industries, Osaka, Japan) supplemented with 10% (v/v) fetal bovine
serum (FBS, Biowest, France) in the presence of 5% (v/v) CO, under 100% (v/v) humidity. When cultures achieved
80% confluency, the cells were dispersed with 0.25% trypsin and 0.02% ethylenediaminetetraacetic acid (EDTA) in
phosphate-buffered saline (PBS) and harvested at an optimal concentration.

Tumor Transplantation

S180 cells (1 x 10° cells in 100 ul PBS or 100 pl PBS alone as a negative control) were implanted into ICR mice
subcutaneously on the dorsal side. After tumors grew, mice were sacrificed and tumors were collected. The extracts of
tumor proteins were prepared as follows: tumor tissue was homogenized in a threefold volume of 50 mM Tris-HCl
buffer (pH 7.4) at 4°C and then centrifuged at 9,730xg at 4°C for 30 min. Supernatants were collected and stored at
—20°C until use. The protein concentration of the extract was measured by the Coomassie Brilliant Blue G-50 method
using bovine serum albumin (BSA).
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Digestion of Biotin-Labeled Substrates

10 ul of biotin-labeled substrates (final concentration, 5 ng/ml in Tris-HCI buffer) wasmixed with either 10 pl of
enzymes (final concentration, 5 ng/ml) or tumor extracts (final concentration, 10 mg protein/ml) diluted with 50 mM
Tris-HCI buffer (pH 7.4 for V8 protease or 8.0 for TPCK-trypsin and elastase). Negative controls were demonstrated
using inactivated enzymes or tumor extracts, which were prepared by boiling for 10 min. The solution was then
incubated at 37°C for 3 h, at which point the enzymatic digestion was stopped by incubation at 95°C for 10 min.

Cyanogen Bromide Cleavage

10 ul of biotin-labeled substrates (final concentration, 5 ng/ml in 70% formic acid) were mixed with 10 pl of
cyanogen bromide (CNBr) solution (final concentration, 1 mg/ul). The sample was incubated overnight at room
temperature and then lyophilized. The digest was dissolved in 50 mM Tris-HCI buffer (pH 7.4) and processing to purify
the biotin-labeled substrates.

Purification of Biotin-Labeled Substrates

The digested biotin-labeled substrates were affinity-purified with streptavidin-Sepharose beads (GE Healthcare,
UK). The biotin-labeled peptides were eluted by boiling for 10 min in 0.1% TFA. The eluted biotin-labeled peptides
were applied to the plate and mixed with 1 pl of a-cyano-4-hydroxycinnamic acid (CHCA) solution or 2,5-
dihydroxybenzoic acid (DHB) solution. Mass spectrometry experiments were carried out on a MALDI-TOF mass
spectrometer (Autoflex, Bruker Daltonics, Germany). The mass spectrometry data were manually acquired in a positive
reflect mode controlled by FlexControl software (Bruker Daltonics, Germany). The mass spectra were analyzed by
FlexAnalysis software (Bruker Daltonics, Germany).

SDS-PAGE

Tumor extracts were denatured with SDS and separated on 15% polyacrylamide gels [28]. The gels were visualized
using Coomassie Brilliant Blue R250.

RESULTS

Tryptic Digestion

TPCK-trypsin is known to cleave proteins at the carboxy side of lysine and arginine residues. We detected two
fragments, 658.98 and 685.98, which coincided with fragments cleaved from the C-terminal after lysine (Theoretical
m/z, 657.225) or arginine (Theoretical m/z, 685.2311), respectively (Fig. 2A). In contrast, these cleaved fragments were
undetectable using inactivated TPCK-trypsin, which was boiled before experiments (Fig. 2E).

V8 Protease Digestion

V8 protease was estimated to cleave proteins at the carboxy side of aspartic and glutamic acid residues. From Fig.
(2B), we could detect two fragments, 644.89 and 659.60, which agreed with the theoretical values estimating the C-
terminal cleaved after aspartic acid (Theoretical m/z, 644.1569) or glutamic acid (Theoretical m/z, 659.1726). In
contrast, these cleaved fragments were undetectable using inactivated V8 protease, which was boiled before
experiments.

Elastase Digestion

Elastase was estimated to cleave proteins at the carboxy side of alanine, valine and isoleucine residues, and
theoretical m/z of digests were 600.1671, 628.1984 and 699.2141, respectively. We could detect two fragments, 601.74,
and 628.21 (Fig. 2C), which matched theoretical m/z of alanine and valine, respectively. These digests were
undetectable using inactivated elastase.
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Fig. (2). Protease specificity determination using model proteases and CNBr cleavage Mass spectra of trypsin, V8 protease, elastase
and cyanogen bromide digestion. A: The fragments detected after cleavage of C-terminal Lys and Arg with tryptic digestion. B: The
fragments generated from the cleavage of C-terminal Glu and Asp with V8 protease digestion. C: The fragments cleaved from the C-
terminal after Ala and Val by clastase. D: The fragments generated from the cleavage of C-terminal Met after CNBr digestion. The
mass spectra detected homoserine lactone converted from methionine during CNBr digestion. E: The biotin-labeled substrates treated
with inactivated trypsin, which was boiled for 10 min, as a negative control.

Cyanogen Bromide Cleavage

Cyanogen bromide cleavage is a classical chemical cleavage method and cuts with a specific cleavage at the
carboxy side of methionine residues. Methionine is then converted into homoserine or homoserine lactone, resulting in
theoretical m/z of digests of 630.5181 and 612.5076, respectively. We could detect one fragments, 612.81 (Fig. 2D),
which matched the theoretical m/z of cleavage at the carboxy side of methionine and a subsequent modification to
homoserine lactone.
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Fig. (3). Protease specificity determination using tumor extract from S180 sarcomas A: SDS-PAGE analysis for the tumor extract. B:

Mass spectra of the biotin-labeled substrates digested with tumor extracts showing the fragments detected after cleavage of C-

terminal Lys, Phe, and Tyr. C: Mass spectra of the biotin-labeled substrates digested with tumor extracts inactivated by boiling for 10
min.

Protease Specificity Determination in Tumor Extracts From S180 Sarcomas

Tumor extracts were loaded into SDS-PAGE and stained by Coomassie Brilliant Blue R250 (Fig. 3A). The tumor
extract contained many proteins. Proteases in the tumor extracts were tested to determine protease specificity (Fig. 3B).
Cleaved fragments were detected at 659.01, 677.00, and 693.00, and were estimated to be fragments cleaved from the
C-terminal after lysine (Theoretical m/z, 657.225), phenylalanine (Theoretical m/z, 676.1984), and tyrosine residues
(Theoretical m/z, 692.1933), respectively. Conversely, when using tumor extracts after incubation in boiling water,
these fragments were undetectable (Fig. 3C).

DISCUSSION

Proteases play an important role in several physiological functions, so the identification of their specificity is
important for understanding the function and mechanism of proteases. Various methods for the identification of
protease specificity have been developed, with corresponding advantages and disadvantages.

The current methods for determining protease specificity are summarized in Table 1. Initially, protease specificity
was predicted by collecting the results from native protein cleavage sites. This information is currently being
accumulated in the MEROPS database (http://merops.sanger.ac.uk) [29], which then provides cleavage frequency by
proteases. The MEROPS is a useful tool for determining “known” protease specificities. But the information of protease
specificity, coming from relatively few reports, has low reliability. In addition, the determination of enzyme activity and
specificity of restricted sequences can be done through direct photometric or fluorometric assays. In particular,
coumarin substrates are frequently used for determining protease specificity due to their ease of use and high sensitivity.
The direct photometric and fluorometric assays can also measure protease activity using only photometry or
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fluorometry, thus making them useful tools to reveal protease properties. Conversely, some proteases recognize several
amino acids. The FRET assay is used for measuring such proteases, as it is able to measure protease activity and
specificity. Several suppliers sell peptide libraries for determining protease specificity, although this is an expensive
option. Recently, several methods have begun using proteomics, where proteome data is used to identify cleaved
peptides by tandem mass spectrometry to determine cleavage sites [23 - 26]. This method, which requires operator
experience, revealed specific N-terminal cleavage sites at different amino acids and showed the specificity of several
proteases, such as Factor Xa [30], six type II transmembrane serine proteases [31], and membrane-type 6 matrix
metalloprotease [32]. More recently, it has been reported that the substrate specificity of any endo- or exo-peptidase can
be determined using LC-MS/MS sequencing along with multiple peptide libraries, a method termed MSP-MS [33]. In
addition, MSP-MS can also measure protease activity in a single experiment. However, it is difficult to use MSP-MS to
identify protease specificities from crude samples.

Table 1. Methods for determining protease specificity (O) means excellent, “o” means good, “A” means fair and “x” means
poor.

MEROPS database Photometric or Fluorometric assay |FRET assay|Proteome-based method|Biotin-labeled substrate
Sensitivity - o o o o
Specificity © o © © o
Cost @ A X X O
Easily © o o X o
Crude sample - X x x ©
Activity x © © A X

In this report, we showed a novel method performed through MALDI-TOF mass spectrometry using biotin-labeled
substrates. Using TPCK-trypsin and V8 protease as model proteases, we were able to determine protease specificity
from biotin-labeled substrates, as expected from previous reports. In addition, cleaved fragments were undetectable
after protease inactivation. These results indicate that the appearance of fragments with low molecular weights was
caused by specific protease cleavage. Furthermore, this new method can be used to analyze crude samples. In this study,
we could determine the specificities of proteases within tumor extract derived from S180 sarcoma. While there were
many proteins in the tumor extract, the biotin-labeled substrates could be purified by avidin-biotin affinity methods to
be measured. However, while MALDI-TOF can show specific cleavage, it cannot measure the amount of protease
activity.

In conclusion, we demonstrated that this novel method could be used to identify protease specificity conveniently
and inexpensively, even for crude samples.

LIST OF ABBREVIATIONS
FRET = Fluorescence Resonance Energy Transfer,
MALDI-TOF = Matrix Assisted Laser Desorption / Ionization-Time of Flight, fmoc: 9-fluorenylmethoxycarbonyl,
TFA = Trifluoroacetic acid, ODS: octadecyl silica,
TPCK = N-tosyl-L-phenylalanine chloromethyl ketone,
CNBr = Cyanogen bromide,
CHCA = a-Cyano-4-hydroxycinnamic acid,
DHB = 2,5-dihydroxybenzoic acid,
SDS-PAGE = Sodium dodecyl sulfate-Poly Acrylamide Gel Electrophoresis
CONFLICT OF INTEREST

The author confirms that this article content has no conflict of interest.

AUTHOR CONTRIBUTIONS
Planned experiments: HY MK. Performed the Experiments: HY SS and YS. Wrote the paper: HY.

ACKNOWLEDGEMENTS

This work was financially supported by Nihon Pharmaceutical University Research Grant 201501 from Nihon



34 The Open Biochemistry Journal, 2017, Volume 11 Yamamoto et al.

Pharmaceutical University (2015) and by the Science Research Promotion Fund from Japan Private School Promotion
Foundation.

REFERENCES

(1]

[10]

[11]

[12]

[13]

[14]

[15]

[16]

[17]

Seidah, N.G.; Day, R.; Marcinkiewicz, M.; Benjannet, S.; Chrétien, M. Mammalian neural and endocrine pro-protein and pro-hormone
convertases belonging to the subtilisin family of serine proteinases. Enzyme, 1991, 45(5-6), 271-284.
[PMID: 1843281]

Van de Ven, W.J.; Roebroek, A.J.; Van Duijnhoven, H.L. Structure and function of eukaryotic proprotein processing enzymes of the subtilisin
family of serine proteases. Crit. Rev. Oncog., 1993, 4(2), 115-136.
[PMID: 8420571]

Steiner, D.F.; Smeekens, S.P.; Ohagi, S.; Chan, S.J. The new enzymology of precursor processing endoproteases. J. Biol. Chem., 1992,
267(33), 23435-23438.
[PMID: 1429684]

Wilkinson-Berka, J.L.; Agrotis, A.; Deliyanti, D. The retinal renin-angiotensin system: Roles of angiotensin II and aldosterone. Peptides,
2012, 36(1), 142-150.
[http://dx.doi.org/10.1016/j.peptides.2012.04.008] [PMID: 22537944]

Shen, H.M.; Mizushima, N. At the end of the autophagic road: An emerging understanding of lysosomal functions in autophagy. Trends
Biochem. Sci., 2014, 39(2), 61-71.
[http://dx.doi.org/10.1016/].tibs.2013.12.001] [PMID: 24369758]

Hershko, A.; Ciechanover, A.; Heller, H.; Haas, A.L.; Rose, I.A. Proposed role of ATP in protein breakdown: Conjugation of protein with
multiple chains of the polypeptide of ATP-dependent proteolysis. Proc. Natl. Acad. Sci. USA, 1980, 77(4), 1783-1786.
[http://dx.doi.org/10.1073/pnas.77.4.1783] [PMID: 6990414]

Snook, J.T.; Meyer, J.H. Response of digestive enzymes to dietary protein. J. Nutr., 1964, 82, 409-414.
[PMID: 14151125]

Mukai, H.; Hokari, Y.; Seki, T.; Takao, T.; Kubota, M.; Matsuo, Y.; Tsukagoshi, H.; Kato, M.; Kimura, H.; Shimonishi, Y.; Kiso, Y.; Nishi,
Y.; Wakamatsu, K.; Munekata, E. Discovery of mitocryptide-1, a neutrophil-activating cryptide from healthy porcine heart. J. Biol. Chem.,
2008, 283(45), 30596-30605.

[http://dx.doi.org/10.1074/jbc.M803913200] [PMID: 18768476]

Seki, T.; Fukamizu, A.; Kiso, Y.; Mukai, H. Mitocryptide-2, a neutrophil-activating cryptide, is a specific endogenous agonist for formyl-
peptide receptor-like 1. Biochem. Biophys. Res. Commun., 2011, 404(1), 482-487.
[http://dx.doi.org/10.1016/j.bbrc.2010.12.007] [PMID: 21144840]

Hokari, Y.; Seki, T.; Nakano, H.; Matsuo, Y.; Fukamizu, A.; Munekata, E.; Kiso, Y.; Mukai, H. Isolation and identification of novel
neutrophil-activating cryptides hidden in mitochondrial cytochrome C. Protein Pept. Lett., 2012, 19(6), 680-687.
[http://dx.doi.org/10.2174/092986612800494048] [PMID: 22519541]

Sofat, N.; Robertson, S.D.; Hermansson, M.; Jones, J.; Mitchell, P.; Wait, R. Tenascin-C fragments are endogenous inducers of cartilage
matrix degradation. Rheumatol. Int., 2012, 32(9), 2809-2817.
[http://dx.doi.org/10.1007/s00296-011-2067-8] [PMID: 21874326]

Billings, P.C.; Carew, J.A.; Keller-McGandy, C.E.; Goldberg, A.L.; Kennedy, A.R. A serine protease activity in C3H/10T1/2 cells that is
inhibited by anticarcinogenic protease inhibitors. Proc. Natl. Acad. Sci. USA, 1987, 84(14), 4801-4805.
[http://dx.doi.org/10.1073/pnas.84.14.4801] [PMID: 3299374]

Yamamoto, H.; Iguchi, K.; Ohno, S.; Yokogawa, T.; Nishikawa, K.; Hoshino, M. Activation of large form galanin-LI by extracellular
processing in small cell lung carcinoma tissue. Protein Pept. Lett., 2011, 18(10), 1058-1064.
[http://dx.doi.org/10.2174/092986611796378693] [PMID: 21605060]

Yamamoto, H.; Okada, R.; Iguchi, K.; Ohno, S.; Yokogawa, T.; Nishikawa, K.; Unno, K.; Hoshino, M.; Takeda, A. Involvement of plasmin-
mediated extracellular activation of progalanin in angiogenesis. Biochem. Biophys. Res. Commun., 2013, 430(3), 999-1004.
[http://dx.doi.org/10.1016/j.bbrc.2012.11.124] [PMID: 23261456]

Yamamoto, H.; Yamane, T.; Iguchi, K.; Tanaka, K.; Iddamalgoda, A.; Unno, K.; Hoshino, M.; Takeda, A. Melanin production through novel
processing of proopiomelanocortin in the extracellular compartment of the auricular skin of C57BL/6 mice after UV-irradiation. Sci. Rep.,
2015, 5, 14579.

[http://dx.doi.org/10.1038/srep14579] [PMID: 26417724]

Yamaguchi, K.; Abe, K.; Kameya, T.; Adachi, I.; Taguchi, S.; Otsubo, K.; Yanaihara, N. Production and molecular size heterogeneity of
immunoreactive gastrin-releasing peptide in fetal and adult lungs and primary lung tumors. Cancer Res., 1983, 43(8), 3932-3939.
[PMID: 6861155]

Yamaguchi, K.; Aoyagi, K.; Urakami, K.; Fukutani, T.; Maki, N.; Yamamoto, S.; Otsubo, K.; Miyake, Y.; Kodama, T. Enzyme-linked
immunosorbent assay of pro-gastrin-releasing peptide for small cell lung cancer patients in comparison with neuron-specific enolase
measurement. Jpn. J. Cancer Res., 1995, 86(7), 698-705.

[http://dx.doi.org/10.1111/j.1349-7006.1995.tb02455.x] [PMID: 7559089]


http://www.ncbi.nlm.nih.gov/pubmed/1843281
http://www.ncbi.nlm.nih.gov/pubmed/8420571
http://www.ncbi.nlm.nih.gov/pubmed/1429684
http://dx.doi.org/10.1016/j.peptides.2012.04.008
http://www.ncbi.nlm.nih.gov/pubmed/22537944
http://dx.doi.org/10.1016/j.tibs.2013.12.001
http://www.ncbi.nlm.nih.gov/pubmed/24369758
http://dx.doi.org/10.1073/pnas.77.4.1783
http://www.ncbi.nlm.nih.gov/pubmed/6990414
http://www.ncbi.nlm.nih.gov/pubmed/14151125
http://dx.doi.org/10.1074/jbc.M803913200
http://www.ncbi.nlm.nih.gov/pubmed/18768476
http://dx.doi.org/10.1016/j.bbrc.2010.12.007
http://www.ncbi.nlm.nih.gov/pubmed/21144840
http://dx.doi.org/10.2174/092986612800494048
http://www.ncbi.nlm.nih.gov/pubmed/22519541
http://dx.doi.org/10.1007/s00296-011-2067-8
http://www.ncbi.nlm.nih.gov/pubmed/21874326
http://dx.doi.org/10.1073/pnas.84.14.4801
http://www.ncbi.nlm.nih.gov/pubmed/3299374
http://dx.doi.org/10.2174/092986611796378693
http://www.ncbi.nlm.nih.gov/pubmed/21605060
http://dx.doi.org/10.1016/j.bbrc.2012.11.124
http://www.ncbi.nlm.nih.gov/pubmed/23261456
http://dx.doi.org/10.1038/srep14579
http://www.ncbi.nlm.nih.gov/pubmed/26417724
http://www.ncbi.nlm.nih.gov/pubmed/6861155
http://dx.doi.org/10.1111/j.1349-7006.1995.tb02455.x
http://www.ncbi.nlm.nih.gov/pubmed/7559089

Identification of specificity by MALDI-TOF MS The Open Biochemistry Journal, 2017, Volume 11 35

(18]

[19]

[20]

[22]

(23]

[24]

[25]

[26]

[27]

(28]

[29]

[30]

[31]

[32]

[33]

Yamaguchi, K.; Katagiri, H.; Takahashi, M.; Ishida, Y.; Ono, A.; Takahashi, T.; Ohshima, K.; Mochizuki, T.; Urakami, K.; Muramatsu, K.;
Kameya, T.; Ito, I.; Nakajima, T. ProGRP is a possible tumor marker for patients with Ewing sarcoma. Biomed. Res., 2015, 36(4), 273-277.
[http://dx.doi.org/10.2220/biomedres.36.273] [PMID: 26299486]

Yamamoto, H.; Iguchi, K.; Unno, K.; Kaji, K.; Hoshino, M. Expression and release of progalanin in fibroblasts. Regul. Pept., 2014, 194-195,
55-62.
[http://dx.doi.org/10.1016/j.regpep.2014.09.004] [PMID: 25229126]

Erlanger, B.F.; Kokowsky, N.; Cohen, W. The preparation and properties of two new chromogenic substrates of trypsin. Arch. Biochem.
Biophys., 1961, 95, 271-278.
[http://dx.doi.org/10.1016/0003-9861(61)90145-X] [PMID: 13890599]

Smith, R.E.; Bissell, E.R.; Mitchell, A.R.; Pearson, K.W. Direct photometric or fluorometric assay of proteinases using substrates containing
7-amino-4-trifluoromethylcoumarin. Thromb. Res., 1980, 17(3-4), 393-402.
[http://dx.doi.org/10.1016/0049-3848(80)90074-2] [PMID: 6445094]

Latt, S.A.; Auld, D.S.; Vallee, B.L. Fluorescende determination of carboxypeptidase A activity based on electronic energy transfer. Anal.
Biochem., 1972, 50(1), 56-62.
[http://dx.doi.org/10.1016/0003-2697(72)90485-X] [PMID: 5080737]

Timmer, J.C.; Enoksson, M.; Wildfang, E.; Zhu, W.; Igarashi, Y.; Denault, J.B.; Ma, Y.; Dummitt, B.; Chang, Y.H.; Mast, A.E.; Eroshkin, A.;
Smith, J.W.; Tao, W.A.; Salvesen, G.S. Profiling constitutive proteolytic events in vivo. Biochem. J., 2007, 407(1), 41-48.
[http://dx.doi.org/10.1042/BJ20070775] [PMID: 17650073]

Enoksson, M.; Li, J.; Ivancic, M.M.; Timmer, J.C.; Wildfang, E.; Eroshkin, A.; Salvesen, G.S.; Tao, W.A. Identification of proteolytic
cleavage sites by quantitative proteomics. J. Proteome Res., 2007, 6(7), 2850-2858.
[http://dx.doi.org/10.1021/pr0701052] [PMID: 17547438]

Gupta, N.; Hixson, K.K.; Culley, D.E.; Smith, R.D.; Pevzner, P.A. Analyzing protease specificity and detecting in vivo proteolytic events
using tandem mass spectrometry. Proteomics, 2010, 10(15), 2833-2844.
[http://dx.doi.org/10.1002/pmic.200900821] [PMID: 20597098]

Schilling, O.; Overall, C.M. Proteome-derived, database-searchable peptide libraries for identifying protease cleavage sites. Nat. Biotechnol.,
2008, 26(6), 685-694.
[http://dx.doi.org/10.1038/nbt1408] [PMID: 18500335]

Merrifield, R.B. Solid phase peptide synthesis. I. The synthesis of a tetrapeptide. J. Am. Chem. Soc., 1963, 85(14), 2149-2154.
[http://dx.doi.org/10.1021/ja00897a025]

Laemmli, U.K. Cleavage of structural proteins during the assembly of the head of bacteriophage T4. Nature, 1970, 227(5259), 680-685.
[http://dx.doi.org/10.1038/227680a0] [PMID: 5432063]

Song, J.; Tan, H.; Boyd, S.E.; Shen, H.; Mahmood, K.; Webb, G.1.; Akutsu, T.; Whisstock, J.C.; Pike, R.N. Bioinformatic approaches for
predicting substrates of proteases. J. Bioinform. Comput. Biol., 2011, 9(1), 149-178.
[http://dx.doi.org/10.1142/S0219720011005288] [PMID: 21328711]

Schilling, O.; auf dem Keller, U.; Overall, C.M. Factor Xa subsite mapping by proteome-derived peptide libraries improved using WebPICS,
a resource for proteomic identification of cleavage sites. Biol. Chem., 2011, 392(11), 1031-1037.
[http://dx.doi.org/10.1515/BC.2011.158] [PMID: 21846260]

Barr¢, O.; Dufour, A.; Eckhard, U.; Kappelhoff, R.; Béliveau, F.; Leduc, R.; Overall, C.M. Cleavage specificity analysis of six type II
transmembrane serine proteases (TTSPs) using PICS with proteome-derived peptide libraries. PLoS One, 2014, 9(9), ¢105984.
[http://dx.doi.org/10.1371/journal.pone.0105984] [PMID: 25211023]

Starr, A.E.; Bellac, C.L.; Dufour, A.; Goebeler, V.; Overall, C.M. Biochemical characterization and N-terminomics analysis of leukolysin, the
membrane-type 6 matrix metalloprotease (MMP25): Chemokine and vimentin cleavages enhance cell migration and macrophage phagocytic
activities. J. Biol. Chem., 2012, 287(16), 13382-13395.

[http://dx.doi.org/10.1074/jbc.M111.314179] [PMID: 22367194]

O'Donoghue, A.J.; Eroy-Reveles, A.A.; Knudsen, G.M.; Ingram, J.; Zhou, M.; Statnekov, J.B.; Greninger, A.L.; Hostetter, D.R.; Qu, G.;
Maltby, D.A.; Anderson, M.O.; Derisi, J.L.; McKerrow, J.H.; Burlingame, A.L.; Craik, C.S. Global identification of peptidase specificity by
multiplex substrate profiling. Nat. Methods, 2012, 9(11), 1095-1100.

[http://dx.doi.org/10.1038/nmeth.2182] [PMID: 23023596]

© 2017 Yamamoto et al.

This is an open access article distributed under the terms of the Creative Commons Attribution 4.0 International Public License (CC-BY 4.0), a
copy of which is available at: https://creativecommons.org/licenses/by/4.0/legalcode. This license permits unrestricted use, distribution, and
reproduction in any medium, provided the original author and source are credited.


http://dx.doi.org/10.2220/biomedres.36.273
http://www.ncbi.nlm.nih.gov/pubmed/26299486
http://dx.doi.org/10.1016/j.regpep.2014.09.004
http://www.ncbi.nlm.nih.gov/pubmed/25229126
http://dx.doi.org/10.1016/0003-9861(61)90145-X
http://www.ncbi.nlm.nih.gov/pubmed/13890599
http://dx.doi.org/10.1016/0049-3848(80)90074-2
http://www.ncbi.nlm.nih.gov/pubmed/6445094
http://dx.doi.org/10.1016/0003-2697(72)90485-X
http://www.ncbi.nlm.nih.gov/pubmed/5080737
http://dx.doi.org/10.1042/BJ20070775
http://www.ncbi.nlm.nih.gov/pubmed/17650073
http://dx.doi.org/10.1021/pr0701052
http://www.ncbi.nlm.nih.gov/pubmed/17547438
http://dx.doi.org/10.1002/pmic.200900821
http://www.ncbi.nlm.nih.gov/pubmed/20597098
http://dx.doi.org/10.1038/nbt1408
http://www.ncbi.nlm.nih.gov/pubmed/18500335
http://dx.doi.org/10.1021/ja00897a025
http://dx.doi.org/10.1038/227680a0
http://www.ncbi.nlm.nih.gov/pubmed/5432063
http://dx.doi.org/10.1142/S0219720011005288
http://www.ncbi.nlm.nih.gov/pubmed/21328711
http://dx.doi.org/10.1515/BC.2011.158
http://www.ncbi.nlm.nih.gov/pubmed/21846260
http://dx.doi.org/10.1371/journal.pone.0105984
http://www.ncbi.nlm.nih.gov/pubmed/25211023
http://dx.doi.org/10.1074/jbc.M111.314179
http://www.ncbi.nlm.nih.gov/pubmed/22367194
http://dx.doi.org/10.1038/nmeth.2182
http://www.ncbi.nlm.nih.gov/pubmed/23023596
https://creativecommons.org/licenses/by/4.0/legalcode

	Identification of Protease Specificity Using Biotin-Labeled Substrates 
	[Background:]
	Background:
	Methods:
	Results:
	Conclusion:

	INTRODUCTION
	MATERIAL AND METHODS
	Methods
	Peptide Synthesis
	Materials
	Animals
	Cell Cultures
	Tumor Transplantation
	Digestion of Biotin-Labeled Substrates
	Cyanogen Bromide Cleavage
	Purification of Biotin-Labeled Substrates
	SDS-PAGE

	RESULTS
	Tryptic Digestion
	V8 Protease Digestion
	Elastase Digestion
	Cyanogen Bromide Cleavage
	Protease Specificity Determination in Tumor Extracts From S180 Sarcomas

	DISCUSSION
	LIST OF ABBREVIATIONS
	CONFLICT OF INTEREST
	AUTHOR CONTRIBUTIONS
	ACKNOWLEDGEMENTS
	REFERENCES




